substance which proliferates the mucous membrane of the crop glands and increases the number of fatty granules in the crop milk in pigeons was obtained from the human placenta. This paper deals with the further purification and the effects on the mucous membrane of the pigeon's crop-glands of this active substance.
MATERIALS AND METHODS
The biological activity was assayed by the "local" intradermal method of Lyons (Lyons and Page, 1935; Lyons 1936-37) as described on the previous paper (Ito and Higashi, 1961) . The test solution was injected once (Lyons and Page, 1935; Lyons, 1936-37) or once daily for successive 4 days (Bergman et al., 1940) intradermally over the same site of the crop-gland in 0.5 ml solutions.At 48 hrs.after a single injection or at 96 hrs.after the lst injection the birds were killed, the crop-glands dissected completely,weighed and prepared for the histological examination. Namely, the tissues were fixed with 10% formalin, incubated in paraffin, and stained with the solution of haematoxylin and eosin. The crop milk in the crop-glands was smeared over the slide-glasses, and stained with the solution of saturated Sudan III in 70% ethanol (Rabald and Voss, 1939) .
In the further purification, the acid-filtrate from pH 5.4-precipitate, which obtained from the fresh human placenta by the "alkaline water extraction method" described before (Ito and Higashi, 1961) , was used as the starting material. ences each other and the injected group of supernatant was rather slightly stronger than that of the precipitate. On Experiment 2, the responses on the production of the crop milk and the increase of the number and size of fatty granules in the crop milk showed the same grade as the injected group with the doses of 10 mg or 20 mg in Experiment 1. However, on the histological observations, the proliferations of the cells of the stratum germinativum and of the stratum epithelium were the most powerful in the group injected with the dose of 10 mg of the supernatant, and in the group injected with 20 mg of the supernatant the proliferation of the cells of the stratum epithelium is clearly and the proliferation of the stratum epithelium is kept under control. On the weight of the cropglands, the group injected with the precipitate is slightly stronger that that with the supernatant. In the case of administration of the dose of 5 mg, each fraction did not shown any difference.
EXPERIMENTS AND RESULTS

By
2) The successive administration for 4 days Experiments 3 and 4 Injections with 5 mg or 10 mg daily of each fraction "local" -intradermally over the crop-glands (Tables 1, 2, 3 and 4).
As described above, in the case of a single administration the histological change of the tissue and weight increases of the crop-glands did not revealed distinctly. However, after successive injections the secretion of the crop milk and the increases of the number and size of the fatty granules in the crop milk were more remarkably in the group injected with 5 mg per day of the supernatant than that in Experiments 1 and 2, and the weight increases of the cropglands and the proliferation of the stratum epithelium were very clearly in the groups injected with 10mg per day (Fig.2) .The number and size of the fatty granules distinctly increased in both cases of a single and successive 4 days injection of the supernatant (Fig.1) Theincreases of the number and the size of the fatty granules in the crop milk of pigeons are extremely obvious and directly proportional to the doses administered.The individual variations are very small.Moreover,it responses enough with the smaller dose than that of the necessary for the proliferation of the stratum epithelium of the crop-glands.
Although the response on the increase of fatty granules in the crop milk did not be taken into consideration for the assay of the lactogenic hormone,it is useful for the identification of the crop milk (Rabald and Voss,1939) .Moreover, it was reported that the appearance of the fatty granules in the stratum epithelium begins to occur in the cells of the stratum germinativum of 11 days after sit on brood, then they are included in the all cells of the stratum epithelium, and also in the debris of the stratum corneum disjuncted from the stratum epithelium. This debris is the crop milk itself. And this phenomenon continues until the completion of the breeding of the young birds (Seo, 1929-30) . Considering these phenomena and the results of Experiments I, 2, 3 and 4, it is suggested that the appearance of the fatty granules in the crop milk might be preferred for guide in the bioassay of the lactogenic factor in the human placenta.
Further, it is anticipated that the activities which increase the fatty granules in the crop milk and the proliferation of the mucous membrane of crop-glands of pigeons might be separated each other.
